Suppl.
. Insert size selection electropherogram, using the Agilent 2100 Bioanalyzer (Labon-a-chip DNA 1000). Peaks 1 and 3 correspond to size marker, peak 2 (270 nt) corresponds to library insert plus ligated 3' and 5' adapters. Adapters contribute 70 nt to the fragment size.
Suppl. Fig. 3 . A). Coverage bias across the length of transcripts as observed with reads extended to 180 nt. Mean expression of every gene is interrogated in each percentile of the gene length using the log2 transformation of the mean number of reads mapping in such a percentile. The fraction of detecting each of the percentiles for any gene is computed. Even transcript coverage with slight overrepresentation of 5' ends is detected. B) Coverage bias across the length of transcripts for all genes, as observed with reads without extension. C) tRNA genes only, to help understand the starting position of the bias. We chose all tRNAs (average length 79 bases). Only those present in polycistronic constructs longer than 180 nt were detected. Suppl. Fig. 5 . A) DSSS cumulative coverage plot. Number of bases mapped is computed after adding one more independent experiment (read dots are the mean value for all possible combinations of a certain number of experiments) and normalized to the length of all ORFs (ratio: Number of bases read/total number). Data is fitted to a two parameter hyperbole to detect the level of saturation. We assume complete saturation when the ratio reaches 98% of the hyperbole horizontal asymptote. Saturation is reached after the 14 th lane. B) DSSS cumulative coverage plot combining different libraries. After adding data from one flowcell lane from an independent library, the coverage is not significantly increased. Exon annotation (yellow) is derived from the mouse genome annotation. The coverage by DSSS reads is shown in blue (sense orientation) or red (antisense orientation), respectively. A). Fth1; B) Atp5b; C) Ppp2ra1; D) Snap25. The antisense signal detected at the Snap25 locus co-localises with an Rpl21 pseudogene. E) E430025E21Rik. In the mouse genome, E430025E21Rik is closely flanked by Nsmce2 and Sqle, respectively (antisense signal at 5' and at 3' of E430025E21Rik). F) Ppp2r1b. Two isoforms for Ppp2r1b are available from RefSeq. The exon information for the long isoform was used for exon annotation. According to the mouse genome annotation, the long isoform overlaps with the Sik2 gene. G) Lrcc40. The antisense signal at the 5' end of Lrcc40 can be attributed to transcription from the Sfrs11 gene which is in head-to-head orientation with Lrcc40. There is no annotated feature in the mouse genome explaining the observed antisense transcription at the Lrcc40 3' end. H) Antisense transcription at the Hipk4 locus, in absence of any sense transcription of Hipk4. Suppl. Fig. 9 . DSSS dynamic range. Mean DSSS values and mean tiling array intensities were computed for annotated protein coding genes and annotated structural RNA genes (sRNAs, excluding tRNA and rRNA). Note that DSSS dynamic range spans several orders of magnitude more than tiling intensities. Suppl. Fig. 10 . Signal-to-noise ratio (SNR) for DSSS and tiling array. For every gene, the antisense median signal, assumed to be an estimation of the background, was subtracted from the sense median signal and divided by the median absolute deviation of the sense gene. The ratio has been expressed in decibels (dB). The formula used is depicted in the pink box. SNR is 5.6 dB higher in DSSS than in the tiling array. Suppl. Table 2 . qPCR confirmation of DSSS expression of selected M. pneumoniae genes, using SYBR Green real-time RT-PCR. The details on the genes, their position and strand on the chromosome as well as the sequences of the primers (designed using Primer3, annealing temperature of 60ºC, amplification product of 60-150bp) used for amplification are indicated:
Suppl

SUPPLEMENTARY TABLES
Suppl. Table 3 . Adapter and primer sequences used for DSSS library preparation. The 3' adapters are modified at their 3' end with an idT (inverted deoxythimidine) moiety, in order to prevent ligation with any phosphorylated 5' end. 
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